GFP-LC3B
ROT WORT+ROT Control (Violet Tracer-labeled) . BMMΦs can phagocytose damaged RPE cells/debris within 60 minutes. After 1 hour (A) or 2 hours (B) incubation, the cells were washed three times to remove un-engulfed RPE cells/debris, and samples were fixed and observed by confocal microscopy. Note that there were fewer RPE cell fragments after 2 hours than 1 hour incubation, due to digestion and degradation over time. Six-day cultured B6-RPE07 cells have damaged mitochondria and impaired autophagy, and are susceptible to IL-1β mediated cytotoxicity, with comparison to 3-day cultured cells. (A) 3-day freshly confluent and 6-day over-confluent cells were labeled with mitoSOX Red indicator to stain mitochondrial superoxide in live cells for observation using confocal microscopy. Hoechst 33342 was used for nuclear stain. 6-day cultures demonstrated strong nuclear staining of mitoSOX Red, indicating a loss of either mitochondrial structure or membrane potential generating highly fluorescent oxidized products that bind to nucleic acids. (B) 3-day and 6-day cell cultures were treated with 0.5 µM of ROT for 24 hours. The cells were immuno-stained for analysis of LC3B expression. (C) 6-day cultured RPE cells (CFDA labeled) and 3-day cells were mixed at ratio of 1:1 to form confluent monolayers, which were then treated with 2 ng/ml of IL-6 or IL-1β. After 72 hours, the co-culture was stained with Trypan Blue (TB) and then fixed by 2% PFA for observation. RPE monolayers contain non-fluorescent 3-day cultured cells and fluorescent 6-day cells. Live cells in the monolayers were identified by TB exclusion. Yellow arrows point to fluorescent cells with TB inclusion. Quantitative analysis shows mean number of CFDA + (D) and TB + cells (E). The results show that the 6-day cells can survive in the mixed culture with IL-6 treatment, while those were removed by IL-1β treatment. (F) RNA from 3-day and 6 day cultured RPE cells were analyzed for expression of genes involved in IL-1 signaling pathways. n≥3. 
